Ebstein-Barr virus (EBV) plays a critical role in nasopharynx cancer, which can be effectively monitored by serum levels of early antigen antibody (EA-IgA) and viral capsid antigen antibody (VCA-IgA). This study explored the diagnostic value of combined assays of sialic acid (SA), EA-IgA, and VCA-IgA via the expressional assay.
Background
Nasopharyngeal cancer is the most common malignant tumor of the ear, nose, and throat in Chinese [1, 2] . The tumor commonly develops in the top or lateral wall of the nasopharynx cavity, making it hard to identify in routine physical examination. Such characteristics, plus the insidious onset with few significant clinical symptoms, impede the diagnosis of pharynx cancer until it has reached the late stage, causing unsatisfactory treatment efficacy and higher mortality rates [3, 4] . Therefore, early diagnosis is of critical importance for improving patient survival rates. It is now widely accepted that EbsteinBarr virus (EBV) is a cacogenic herpesvirus and is a main viral factor for nasopharynx cancer. The major EBV antigens after viral activation include intracellular early antigen (EA) and viral capsid antigen (VCA), both of which have been identified in nasopharynx cancer cells, along with their specific antibodies, EA-IgA and VCA-IgA, making all these molecules biological markers predicting cancer prognosis [5, 6] . Therefore, serum levels of EA-IgA and VCA-IgA can reflect the physiological state of intracellular EBV, further predicting the stage of cancer. Sialic acid (SA) is also known to be related with the occurrence and metastasis of malignant tumors and can be used to predict the metastatic stage [7, 8] . This study thus investigated the serum level of SA, VCA-IgA, and EA-IgA in nasopharynx cancer patients to elucidate the diagnostic implication of combined assays and to provide a strategy for further development of clinical diagnostic methods.
Material and Methods

General information of patients
A total of 42 nasopharynx cancer patients (20 males and 22 females; ages 20~67 years old, average=44.6±0.7 years old) admitted to the Second Municipal Hospital of Weihai between September 2012 and October 2013 were recruited in this study, along with 42 patients with benign rhinitis (23 males and 19 females; ages 21~66 years old, average=44.7±0.5 years old) and 42 healthy adults (21 males and 21 females; ages 22~68 years old, average=43.7±0.6 years old). All nasopharynx cancer patients received confirmed diagnosis by pathological examination as low-differentiation squamous cell carcinoma according to UICC standard (6 th version, 2002) . TNM staging revealed 8 cases at stage I, 16 at stage II patients, 13 at stage III, and 5 at stage IV cancer. All patients had no other inflammatory disease and had not received any post-operative chemotherapy or immunomodulation therapy. No difference regarding age or sex distribution was detected among all 3 groups (p>0.05), which were thus comparable. This study was pre-approved by the Ethics Committee of the Second Municipal Hospital of Weihai and we obtained written consent from all participants.
Serum assays
Peripheral venous blood samples were collected and centrifuged at 2000 g for 10 min to extract the serum. EA-IgA and VCA-IgA levels were quantified using enzyme-linked immunosorbent assay (ELISA) using test kits (Zhongshan Biotech, China) following the manual instructions. Enzymatic method was used to examine serum SA levels using a test kit (Zhongshan Biotech, China). When any 2 factors were tested together, the result was defined as positive when any index showed positive values, but was defined as negative only if both factors showed negative results. When all 3 indexes were checked altogether, positive results occurred when any factor showed a positive value, while negative results were identified only when all 3 indexes showed negative results. ROC curve analysis was used to determine the threshold of SA, EA-IgA, and VCA-IgA levels.
Polymerase chain reaction (PCR)
Paraffin-embedded blocks were cut into 10-μm-thick sections. These microdissected tumor tissues were put into 1.5-mL EP tubes and treated with 0.5 mL of TaKaRa DEXPAT™ (TaKaRa, Japan) to extract DNA according to the manufacturer's instructions. The samples were incubated at 100°C for 10 min and centrifuged at 12 000 rpm for 10 min. The supernatant containing DNA was transferred to new EP tubes and stored at -20°C until used as the template for subsequent PCR. The template DNA (1 μg) was mixed with 10× buffer (100 mM Tris-HCl, 500 mM KCl, 15 mM MgCl 2 ), 10 mM dNTP mixture, 1.5 μU Taq polymerase (TaKaRa, Japan), and the primers EBVF 5'-CCAGACAGCAGCCAATTGTC-3', and EBVR 5'-GGTAGAAGACCCCCTCTTAC-3'. The targeted PCR product was 129 base pairs long. The PCR reaction conditions were as follows: initial denaturation at 95ºC for 5 min; 35 cycles of denaturation at 95ºC for 30 s; annealing at 57ºC for 30 s and extension at 72ºC for 1 min, and a step of final extension at 72ºC for 7 min. The amplification products were electrophoresed in a 2% agarose gel and then stained with ethidium bromide.
Statistical analysis
The SPSS 19.0 software package was used to analyze all collected data, of which ratios were compared by chi-square test. Data are presented as mean ± standard deviation (SD) and were compared by analysis of variance (ANOVA) or Student's t-test. ROC curve was used to evaluate the diagnostic implication of SA, EA-IgA, and VCA-IgA. A statistical significance was defined when p<0.05.
Results
Serum levels of SA, EA-IgA and VCA-IgA Our results (Table 1) showed higher SA, EA-IgA, and VCA-IgA serum levels in nasopharynx cancer patients compared to rhinitis patients, who also had higher serum levels than healthy individuals (p<0.05 in all cases compared).
Serum levels of SA, EA-IgA, and VCA-IgA across different TNM stages
We further compared the serum expression levels of these 3 factors across different TNM stages of pharynx cancer patients and found higher serum levels of all indexes in latestage cases (Table 2) .
ROC curve analysis
We plotted ROC curves using both healthy controls and nasopharynx cancer patients as the subjects. The areas under the curve (AUC), which represents the diagnostic efficacy, were 0.807, 0.932, and 0.989 for SA, EA-IgA, and VCA-IgA, respectively ( Figure 1, Table 3 ). Therefore, all these 3 factors had satisfactory diagnostic efficacy for nasopharynx cancer, with better efficacy in VCA-IgA.
Sensitivity and specificity of all indexes
With reference to serum levels and ROC curves for SA, EA-IgA, and VCA-IgA in both normal and nasopharynx cancer patients, we defined positive signals as SA >650 mg/L, or EA-IgA >1.1, or VCA-IgA >1.1. Thus, the sensitivity and specificity of SA, In summary, when only 1 index is used for diagnosis, VCA-IgA has the highest sensitivity and EA-IgA has the highest specificity. There were statistically significant sensitivity and false-positive rates among the 3 indexes (Table 4) .
Diagnostic efficacy of combined assays
Using 2 or 3 of these indexes, combined assays had higher sensitivity (92.86%) and negative prediction power (91.18%) without compromising specificity (Table 5) .
EBV PCR
EBV was detected in 38 of 42 cases (90%) of nasopharynx cancer by PCR, but not in the benign cases or the control group.
Discussion
Various factors, including genetics, EBV infection, and environmental toxicity, underlie the pathogenesis of nasopharynx cancer [9, 10] . The expression products of EBV may interact with related genes of epithelial cells to initiate a cascade of molecular events leading to the occurrence of nasopharynx cancer, thus making the level of EA-IgA and VCA-IgA good clinical indexes for cancer condition [11] [12] [13] . Due to the insidious onset and difficulty of identification in routine examination, serological indexes are of critical importance for large-scale screening and early diagnosis for nasopharynx cancer [14, 15] . Currently used indexes, such as SA, VCA-IgA, and EA-IgA, had advantages over classical pathological examination after biopsy [16, 17] . This study investigated the utility of SA, VCA-IgA, and EA-IgA in a combined assay for diagnosis of nasopharynx cancer.
EBV genome has been identified in most populations affected by nasopharynx cancer in southern China [18, 19] . In the occurrence of cancer, the EBV genome initiates the transcription of EBV antigens in epithelial cells. Therefore, serum levels of EA-IgA and VCA-IgA may effectively reflect the proliferation of EBV and the condition of the nasopharynx at an early stage. SA, on the other hand, is widely distributed in body tissues, where they are conjugated with glycoproteins or carbohydrate chains of glycolipid molecules and participate in cell surface physiological functions. The dynamic change of cell surface SA levels is correlated with malignant tumor progression and thus is recognized as a tumor marker [20] . This study revealed higher serum levels of SA, EA-IgA, and VCA-IgA in nasopharynx cancer patients compared to rhinitis patients, who had higher serum levels of those 3 factors than control adults. Moreover, cancer patients with late-stage tumors had further elevated serum indexes. TNM stage is a major factor predicting prognosis of cancer. Current studies have not proved the efficacy of using serum EA-IgA and VCA-IgA levels in determining TNM stage of cancer, probably due to the relatively longer half-life of those 2 IgA molecules. However, the consistency between serum indexes and TNM stage in this study suggest the potential value in reflecting the condition of cancer.
When a single index was used in diagnosis, VCA-IgA had higher sensitivity compared to EA-IgA, but EA-IgA had higher specificity. These results suggest that EA may be produced when EBV initiates its replication, causing its higher specificity but lower sensitivity. The omission diagnostic rate of all 3 factors, when used singly, is relatively higher. Even double-negative status for VCA-IgA and EA-IgA may not completely exclude nasopharynx cancer. Our results showed that the combined assays had higher sensitivity (92.86%) and negative prediction power (91.18%) without compromising its specificity, which was comparable to the detection rate of PCR analysis (90%). Therefore, clinical diagnosis should be made in conjunction with symptoms. ROC curves showed satisfactory diagnostic efficacy of all 3 of these serum indexes, among which VCAIgA had the highest efficacy. A single index, however, may not result in confirmed diagnosis, making the combined assay of all 3 indexes preferable due to improved sensitivity and negative power without compromising specificity. The combined assay has its inherent complementary benefits in the earlydiagnosis of nasopharynx cancer, therefore improving the diagnostic power of serological examination. In clinical practice, parallel assays including serological assays and pathological examinations are required to overcome the limit of a single index, thus minimizing the diagnostic omission or misdiagnosis. Such laboratory results should be considered together with clinical symptoms, such as nose bleeding without known reason, unilateral progressive obstruction of Eustachian tube, insidious headache, or neck lymph node swelling. Only by the comprehensive consideration of both clinical and laboratory results can one obtain accurate diagnosis.
Conclusions
Serum levels of SA, EA-IgA, and VCA-IgA were higher in nasopharynx patients, and the combined assay of these 3 factors has clinical utility for diagnosis and prognostic prediction for cancer patients.
